. Myosin VI knockdown affects SG replenishment after stimulation. (A) Comparison of NPY-hPLAP release in control PC12 cells in response to a long single prolonged stimulation or a double-stimulation protocol. Curves were compared using two-way analysis of variance, revealing no significant difference (P = 0.6). Error bars are means ± SEM. (B) Wild-type or myosin VI knockdown (KD) PC12 cells expressing NPY-mCherry were imaged at 1 frame/2 s for 40 min by TIRF microscopy after a single high K + stimulation. Images are representative of the SG density at each time point. Bar, 5 µm. Figure S3 . GFP-MyoVI-full expression does not affect endocytic or exocytic pathways. (A) Cells expressing the GFP-MyoVI proteins were fixed and imaged by confocal microscopy after a 48 h transfection. (B) Cells expressing GFP-MyoVI-SIfull (left) or GFP-MyoVI-NIfull (right) were imaged by confocal microscopy after immunolabeling with anti-GM130 (top) or anti-syntaxin-6 (middle) antibodies or after transferrin uptake (bottom). (C) Cells expressing VSV-G alone or coexpressing it with GFP-MyoVI-SIfull or GFP-MyoVI-NIfull were imaged by live-cell confocal microscopy. The amount of VSV-G at the plasma membrane was quantified and expressed as a percentage of total VSV-G. . Supernatants were collected, and cells were washed and reincubated for 45 min (second round of stimulation) with the respective buffer. Released NPY-hPLAP is expressed as percentage of NPY-hPLAP released in control + DMSO cells. Values are expressed as means ± SEM of three independent experiments. *, P < 0.05; **, P < 0.01. Video 1. Myosin VI SI restricts the movement of SGs near the plasma membrane. Myosin VI stable knockdown PC12 cells cotransfected with GFP-MyoVI-SIfull and NPY-mCherry were visualized after nicotine stimulation using time-lapse live-cell imaging using a TIRF microscope (Marianas and Everest; Intelligent Imaging Innovations, Inc.). The trajectory of a single NPYmCherry-positive SG becomes restricted as its colocalization with GFP-MyoVI-SIfull increases. The video was compiled at two frames per second.
Video 2. Myosin VI NI isoform lacks the ability to cage SG movement at the plasma membrane. Myosin VI stable knockdown PC12 cells cotransfected with GFP-MyoVI-SIfull and NPY-mCherry were visualized after nicotine stimulation using time-lapse live-cell imaging using a TIRF microscope (Marianas and Everest; Intelligent Imaging Innovations, Inc.). The trajectory of a NPY-mCherry-positive SG is not restricted upon colocalization with GFP-MyoVI-NIfull. The video was compiled at two frames per second. 
